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[57] ABSTRACT 
Novel urea derivatives of oxazine and thiazine chromo 
phors have the structural formula I or II. 
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wherein M is oxygen or sulfur, R1 and R2 are aliphatic 
alkyl groups or hydrogen; R3 is hydrogen or alkyl 
group; R4 is hydrogen, alkyl or amine group; R5 is hy 
drogen, amine or alkyl group; Xe is an anion consisting 
of an organic (e. g. CH3COO9, CH3CH2C0O9 and the 
like) or inorganic specie (e.g. C19, Bre, I9, C1049, 
S04", and the like); 11 is 0 to 20; Z is N=C=O, 
N:C=S, carboxylic, primary or secondary amine, and 
when n=0, Z may be 

wherein Q is hydroxyl, amino, carboxylic, sulfydryl, 
isocyanato, or isothiocyanato. 
The functional oxazine-urea and thiazine-urea deriva 
tives react with compounds of interest to form adducts 
resulting in the ?uorescent labeling of the compound. 

8 Claims, No Drawings 
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NOVEL OXAZINE-UREAS AND THIAZINE UREA 
CHROMOPHORS AS FLUORESCENT LABELS 

FIELD OF THE INVENTION 

This invention relates to novel urea derivative of 
oxazine type chromophors such as, for example, Nile 
blue A and to thioazine type chromophors such as, for 
example, toluidine blue 0 useful in the‘ ?uorescent label 
ing of organic substrates. The urea derivatives of the 
invention have the ability to react with compounds of 
biological or clinical interest to form adducts resulting 
in the ?uorescent labeling of the compounds. 
The novel compounds are intended for use in analyti 

cal techniques for the detection and measurement of 
biological and clinical compounds of interest. Typical 
examples of such compounds are bacteria, viruses, en-y 
zymes, blood groups and hormones (drugs). 

DESCRIPTION OF THE PRIOR ART 

It is known that ?uorescent groups such as ?uores 
cein isothiocyanate can be introduced into biological or 
clinical compounds of interest. Analytical techniques 
employing ?uorescein frequently lack the requisite sen 
sitivity for the detection and measurement of nanomolar 
or picomolar levels of organic substrates. The lack in 
sensitivity of techniques which employ ?uorescein is 
believed to be due to a high degree of overlap in ?uores 
cent excitation and emission spectra and to high back 
ground ?uorescence exhibited by biological ?uids. Fur 
thermore, the applicability of ?uorescein is limited since 
it only attaches to compounds having displacable amine 
moieties such as proteins, peptides or amino acids. 

Accordingly, it is an object of the present invention 
to provide novel urea derivatives of oxazine type 
chromophors which may be readily coupled to com~ 
pounds of clinical or biological interest to provide de 
rivatives which exhibit intense ?uorescence. A further 
object of the invention provides for ?uorescent labeling 
of biological molecules which circumvent the limita 
tions of background ?uorescence implicated in immu 
nological assays. Yet another object of this invention 
lies in the coupling of the novel moieties to form ad 
ducts with a broad spectra of biological and clinical 
compounds by facile and gentle chemical reactions. 
Other objects and advantages of the present invention 
will become apparent from the following detailed de 
scription of the present invention. 
While the invention is susceptible to various modi? 

cations and alternative forms, there will herein be de 
scribed in detail the preferred embodiments. It is not 
intended to limit the invention to the speci?c forms 
disclosed. 0n the contrary, it is intended to cover all 
modi?cations and alternative forms falling within the 
spirit and scope of the invention as expressed in the 
appended claims. 

SUMMARY OF THE INVENTION 

The present invention is directed to novel urea deriv 
atives of oxazine type chromophors which contain moi 
eties which allow the coupling of these chromophors to 
a variety of biological molecules of clinical interest. The 
resulting derivatives provide intense ?uorescent hap 
tens, antigens, drugs and antibodies which can be used 
in the development of ?uorescent analytical techniques. 
A number of oxazine type chromophors such as Cresyl 
violet, Brilliant cresyl blue, Nile blue A, oxazine, etc., 
have been derivatized through a urea linkage to func 
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2 
tional derivatives without effectively changing the ?uo 
rescent' characteristics (eg excitation, emission) of the 
subject chromophors. The basic structures of the uread 
oxazines are structurally represented by the structural 
formulas I and II. 

' I 

wherein M is O or S; R1 and R2 are aliphatic alkyl 
groups or hydrogen; R3 is hydrogen or aliphatic alkyl 
group; R4 iS hydrogen, alkyl or amino; R5 is hydrogen, 
amino or alkyl group; X- is an anion consisting of an 
organic or inorganic specie such as, for example, Cl-, 
Br", I“, C104", 504-2, CH3COO', CH3CH2COO—; 
n is 0-20; Z is N==C=O, Nil-S, carboxylic, primary 
or secondary amino, and when n=0, Z may be 

0 
// 

0 O 
// // 

‘Q8’ {0, or @ 
, \\ Q 

0 

wherein Q is hydroxyl, amino, carboxylic, sulfydryl, 
isocyanato or the structural formula II. 

Typical examples of oxazine and thiazine chromo 
phors are shown below, both by structural formula and 
name. 

13% 

N 8 
Toluidine blue 0 
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DETAILED DESCRIPTION OF THE ‘Continued n 
INVENTION 3 

The oxazinyl urea compounds of the invention are 
bi-functional. The oxazinyl urea moiety represented 5 ¢ N 
structurally as I and II R1 

\a Rs I / M NH R3 

N R2 x9 
¢ 0 10 

RR“; /||\ / with a bi-functional isocyanate of the general formula: 
N NH 

R2/ Xe M N\R O=C=N—(CH2),,—Z 
3 

II 

N 
. 4’ 

0 R4 \ Q 1i? " / 1% M NANH 
/ \ 

R2 x6 R3 

act as an ideal ?uorescent agent due to its attractive 
fluorescence emission exhibited at wavelengths above 
v5 80 nanometers. The remaining moiety of the invention 
compounds, represented by the radical —(CH2),,—Z, 

20 

25 

wherein when n is 0, Z is lactone, thiolactone or suc 
cinic anhydride, and when n is l to 20, Z is isothiocya 
nate, isocyanate, blocked carboxylic or benzene deriva 
tives such as 

where Q is blocked primary or secondary amine, 
blocked carboxylic, isocyanate or isothiocyanate was 
preferred. 
An example demonstrating the derivatization of Nile 

blue A is illustrated in the following equation: 

where Z is an isocyanate, isothiocyanate, lactone or 
thiolactone moiety, provides an active hydrogen bond 
ing site and functions most suitably to promote coupling 
of the oxazinyl urea with organic substrates of interest. 
The oxazinyl and thiazinyl ureas of the invention 

were synthesized using known techniques. For exam 
ple, the reaction of the oxazine and thiazine chromo 
phors of the general formulas Ia or 1121 

R1 

NH R3 

R2 X6 

55 

65 

O 

The synthesis was optionally performed in the presence 
of a solvent which was inert to the reaction partners 
such as aromatic hydrocarbons, e.g. benzene, toluene, 
xylene or aliphatic or aromatic chlorinated hydrocar 
bons as esters, ketones or amides with pyridine being 
the preferred solvent. The temperature employed in the 
synthesis may range from 5° to 150° C. with ambient 
temperature being preferable. 
The oxazinyl ureas of the invention may be reacted 

with any compound of interest capable, of course, of 
reacting with the Z radical. For example, any com 
pound containing (in the classical sense) an active hy 
dro gen group may be coupled to the oxazinyl ureas, e. g. 
any compound containing a hydroxyl, amino, sulfhy 
dry] or carboxylic group can be utilized. Accordingly, a 
wide number of amino acids, peptides, proteins, en 
zymes, steroids, drugs, pesticides, various natural prod 
ucts, plant and animal hormones, polyamines, viruses, 
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bacterial cells and other metabolites contain groups 
reactive with the Z radicals. 
The oxazinylurea chromophors can be bound to or 

ganic substrates through the Z moiety to form adducts 
by utilizing known process conditions. It is suitable to 5 
prepare the adduct by reaction in a solvent, if desired, at 
a temperature ranging from ambient to about 150° C. 
Representative examples of useful solvents include pyri 
dine, dimethylformamide, tetrahydrofuran, triethylam 

ll 
C-CHz-OH 

HO OH 

+ 4 
' o 

$ n 
o EtzN 0 NH/\ 

C19 

0 
ll 

HO -- OH 

0 

ine, ethers, methylene chloride and the like, with pyri 
dine being preferred. Also, if desired, any of the several 
types of catalysts known to be useful in forming ure 
thanes, ureas, thioureas and amides can be employed. 

6 
taining a functional group having an active hydrogen 
group selected from the group consisting of hydroxyl, 
amino, sulfhydryl and carboxylic. Typical organic sub 
strates are digoxin, cortisol, estradiol and, in general, 
drugs or hormones having reactive hydroxyl groups. 
For example, cortisol can be coupled to isocyanatohex 
yl-ureado-Nile blue 0 in accordance with the invention 
by a carbamate bond as shown in the following equa 
tion: 

% 

C19 

N 

3 \ \G) 
o \ NEtz 

Thus, in accordance with the present invention adducts 
of urea derivatives of oxazine and thiazine chromophors 
and organic substrates can be illustrated by the follow 
ing formulas: 

Useful catalysts include tertiary amines, salts or organic 
acids with a variety of metals such as alkali metals and 
the like. 
The oxazino urea chromophors of the invention were 

coupled to biological or clinical compounds of interest 
through the Z moiety in various ways to form adducts. 

wherein n, M, R1, R2, R3, R4, R5 and X9 are the same 
as de?ned in claim 1; Y is 0, primary or secondary amine 
group, or S; L is an organic substrate containing a func 
tional group having an active hydrogen selected from 
the group consisting of hydroxyl, amino, sulthydryl, 
and carboxylic. 

For example, when the Z moiety is isocyanate, as in 
isocyanatohexyl-Nile blue 0 urea, the chormophor is 
well-suited to coupling with an organic substrate con 

R3 

wherein n, M, R1, R2, R3, R4 and X9 Y and L are the 
same as de?ned 
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wherein n, M, R1, R2, R3, R4, R5, and X6 are the same 
as de?ned in claim 1. R6 is hydrogen, alkyl or aryl; Y is 

O S 
II II 

-c—. —c—, 

or CH2; and when Y is 

O S 
II II 

-C—, or —C-, 

L is an organic substrate containing an active carbox 
ylic, thiocarboxylic or dithiocarboxylic group and 
when Y is CH2, L is an organic substrate containing an 
active halogen group. 

wherein M, R1, R2, R3, R4, X9, Y and L are as de?ned 
above. The isocyanato-alkyl-oxanine chromophors can 
be bound to organic substrates to form adducts by utiliz 
ing known process conditions. It is suitable, for exam 

15 ple, to prepare the adduct by reaction in a solvent, if 
desired, at temperatures ranging from ambient to about 
150° C. Representative examples of useful solvents 
which are inert to the isocyanato radicals include pyri 
dine, tetrahydrofuran, dimethylformamide, triethylam 

20 inc, ethers, methylene chloride and the like with pyri 
dine being preferred. Also, if desired, any of the several 
types of catalysts known to be useful in forming ure 
thanes, ureas, thioureas and amides can be employed. 
Useful catalysts include tertiary amines, salts or organic 

25 acids with a variety of metals such as alkali metals and 
the like. The conditions selected should be such as to 
insure that the structure of the compound or substrate 

wherein n’ M, R1, R2, R3’ R4, R5 and X9 are as de?ned 40 of interest will not be degraded or otherwise adversely 
in claim 1; Y is NH or NR’, wherein R’ is alkyl or aryl; 
and L is an organic substrate containing a functional 
group having an active hydrogen selected from the 
group consisting of primary or secondary amino 
groups. 45 

affected. For this reason, it is preferred to utilize as mild 
conditions as possible. 
When the Z moiety is thiolactone as in butyrothiolac 

tone-cresyl violet-urea, the resulting urea was well 
suited to coupling with organic substrates having an 
active primary or secondary amine group. Typical or 
ganic substrates are proteins such as antibodies, en 
zymes, and drugs with active amine groups, receptive 
to an amide linkage. The following reaction of the thi 
olactone cresyl violet urea is illustrated: 
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-continued 
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ea ll) CH ii: NH R /\ / _ _ _ 

HZN NH \ 0 NH CH2 
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X CH2 
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SH 

This coupling was carried out in a variety of solvents 
depending on the nature of the amine-substrate. The 
coupling of proteins was carried out in a variety of 
buffers, such as carbonates or phosphates. The pH of 
the reaction ranged from 1-12, but pH of 8 to 10 was 
preferred. The reaction time and temperature was ap 
propriately selected depending on the stability and na 
ture of the protein. The preferred reaction time was 1 to 
24 hours and the preferred temperature was 4° C. to 
ambient. Since proteins may have more than one amino 
group, it is possible that more than one of the oxazine 
chromophors can be coupled. The coupling of one to 
?ve thiolactone-oxazine chromophors is preferred. The 
ratio of the chromophor to protein coupled can be con 
trolled by the amount of the chromophor-thiolactone 
used. Other solvents such as, for example, pyridine 
formamides, amides,’ alcohols, ethers and chlorinated 

» hydrocarbons inert to the reaction partners can be used 
where the nature of the organic substrate allows. 
When the Z moiety is isothiocyanate, coupling oc 

curs readily with an organic substrate containing a func 

15 

20 

25 

tional amine group having an active hydrogen which is . 
receptive to thiourea linkage. The following reaction 
illustrates such a coupling. 

’ N 

i Q 
EIZN 0 NH A 

Cle 

N 
4 

ii “ 9 

EtjN O NH A 

C19 

The conditions for the thiourea coupling are similar 
to the conditions used‘ for the coupling of thiolactone 
oxazine-urea. 
As previously set forth, a urea derivatization of the 

oxazine chromphor which lead to functionalization of 
the chromophors, serving in further couplings, does not 
effectively change their physical properties (e. g., excita 
tion, emission). Adducts of oxazine-urea derivatives 
with organic substrates of interest are intended for use 
in many of the several known techniques involving 
?uorescent tagging or ?uorescent competitive binding 
to detect and measure a compound or substrate of inter 
est. The particular adducts used will be dependent upon 

60 

65 

the type of tagging required by the technique of choice, 
and the technique selected will be determined by the 
results as required. The ureado-oxazine adducts are 
particularly advantageous since they exhibit little dele 
terious effects on the biological compounds, emit at 
wavelengths which are above 600 nanometers and show 
little overlap between excitation and emission. 

Speci?c examples of compounds represented by for 
mula I and II are 

Brilliant cresyl blue 
NH; 

N 
% 

@ 
EtZN NH; 

Cl9 

Nile blue A 

4 

0 NR2 

C19 

N 

§ HZN : Q NH.CH3COOH 
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-continued 
Toluidine blue 0 

N on; 

J: I I 1 ea \ 
(CH3)2N S \NHZCIG 

Azure A 

’ 3 : N: 3 \+ (crmzu S \NHZCI 

Azure C 

Thionin 

N 

J: I I 1 ea \ 
HZN S \NHZCIG 

The following examples are illustrative but not in 
limitation of the present invention. 

EXAMPLE 1 

Isothiocyanato pentyl Nile blue A Urea 

"A mixture of 0.400 grams (1.1><l0"3 mol) of Nile 
blue A and 0.3 milliliters (excess) of l-isocyanato-S-iso 
thiocyanato pentane was dissolved in 5.0 milliliters of 
dry pyridine and allowed to stir at ambient temperature 
for about 48 hours. The pyridine was then removed in 
vacuo at ambient temperature and the crude reaction 
mixture was washed with ether to remove unreacted 
l.-‘isocyanato-5~isothiocyanato pentane. Obtained was 
05-520 grams of dark blue Nile blue A-isothiocyanate. IR 
(nujol) analysis showed bands at 3340 (NH), 2200 and 
2130 (N=C=S), 1720, 1615, 1570, 1480, 1460, 1350, 
1250, 1170, and 1010 cm-1. 

EXAMPLE 2 
Isocyanatohexyl-Nile blue A Urea 

A mixture of 450 mg of Nile blue A and 0.70 milli 
liters of 1,6-diisocyanato hexane was dissolved in 10 
milliliters of dry pyridine and allowed to stir at ambient 
temperature for 6 days. The pyridine was then removed 
in vacuo at ambient temperature and the crude reaction 
mixture was washed with dry ether to remove unre 
acted diisocyanato hexane. 0.550 grams of isocyanato 
hexyl-Nile blue A-urea were obtained. 

Since the isocyanato moiety was susceptible to by 
drolysis, the product was used in its crude from. IR 
(pyridine) analysis showed bands of 3340 (NH), 2270 
(N=C=O), 1700 cm-1 (urea C=O). 

EXAMPLE 3 

N-(2-'I‘hiolactone)-cresyl violet Urea 
A mixture of 0.321 grams (1.0X 10*3 mol) of cresyl 

violet acetate and 0.2 milliliter of 2-isocyanato buty 
rothio lactone were dissolved in 3 milliliter of dry meth 
ylene chloride and allowed to stir at ambient tempera 
ture for about 72 hours. The methylene chloride was 
then removed in vacuo and the product was washed 
with ether to remove unreacted isocyanate. 0.400 grams 
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12 
was obtained of blue solid product. This product char 
acterized by infrared spectroscopy showed bands of 
1720 and 1690 cm-1 (thiolactone), 1640 cm’1 (urea). 

EXAMPLE 4 

Isothiocyanato pentyl-toluidine blue O-urea 
A mixture of 0.600 grams of toluidine blue and 0.3 

milliliters (excess) of l-isocyanato-S-isothiocyanato pen 
tane was dissolved in 10 milliliter of dry pyridine and 
allowed to stir at ambient temperature for 6 days. The 
solvent was then removed in vacuo and the crude reac 
tion mixture was washed with ether to remove unre 
acted isocyanate. 0.5 grams of drak blue product was 
obtained. IR (nujol) analysis showed bands at 3330 
(NH), 2200-2130 (N=C=S), 1660 (urea), and 1610 
cm"1 (aromatic). 

EXAMPLE 5 

Isothiocyanato pentyl-brilliant cresyl blue-urea 
A mixture of 0.332 grams (1X 10-3 mol) of brilliant 

cresyl blue and 0.3 milliliter of l-isocyanato-S-isothi 
ocyanato pentane was dissolved in 5 milliliter of dry 
pyridine and allowed to stir at ambient temperature for 
3 days. The solvent was removed in vacuo and the 
residue was washed with ether to remove unreacted 
l-isocyanato-5~isothiocyanato pentane. 0.350 grams of 
product was obtained. IR (smear) analysis showed 
bands at 3.0g. (NH), 5.55-5.75 (NzkS), 5.90, 6.08, 
6.23 and 633p. 
Although the invention has been illustrated by the 

preceding examples, it is not to be construed as being 
limited to the materials employed therein, but rather, 
the invention is directed to the generic area as hereinbe 
fore disclosed. Various modi?cations can be made with 
out departing from the spirit or scope thereof. 
What is claimed : 
1. Urea derivatives of oxazine and thiazine chromo 

phors selected from the group consisting of: 

N 

M \ 

R/ X9 R3 

and 

N 
% 8 '0' R1 

69 /\ 
\N M N NI-H-CHmZ 
/ \ 

R2 Xe R3 

wherein n is 0 to 20; M is oxygen or sulfur; R1 is hydro 
gen or alkyl group from 1 to 10 carbon atoms; R; is 
hydrogen or alkyl group from 1 to 10 carbon atoms; R3 
is hydrogen or alkyl group from l to 10 carbon atoms; 
R4 is hydrogen, alkyl group from 1 to 10 carbon atoms, 
halogen or amino group; R5 is hydrogen, alkyl group 
from 1 to 10 carbon atoms, halogen or amino group; X9 
is an organic or an inorganic anion and Z is N=C=O, 
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N=C=S, carboxylic, or amino, and when n=0, Z may 

be 

0 O O 
// // // 

6 Q1 Q’ “Q 
0 

wherein Q is isocyanato or isothiocyanato. 

2. Urea derivatives of oxazine and thiazine chromo 

phors having the structural formula 

wherein n is 0 to 20; M is oxygen or sulfur; R1 is hydro 

gen or alkyl group from 1 to 10 carbon atoms; R2 is 

hydrogen or alkyl group from 1 to '10 carbon atoms; R3 

is hydrogen or alkyl group from 1 to 10 carbon atoms; 

R4 is hydrogen, alkyl group from 1 to 10 carbon atoms, 

halogen or amino group; R5 is hydrogen, alkyl group 

from 1 to 10 carbon atoms, halogen or amino group; X9 

is an anion consisting of an organic specie 'CH3CO09, 

CH3CH2C0O9, or CF3COO9, or an inorganic specie 

C19, Bre, I9, C1049 or 804-2, Z is N=C=O, 

N=C=S, carboxylic, or amino, and when n=0, Z may 

be 
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o 
// 

O O 
// // 

WQS'QQQMQ ' 
\\ Q 
0 

wherein Q is isocyanato or isothiocyanato. 
3. Urea derivatives of oxazine and thiazine chormo 

phors having the structural formula 

R4 é N 

MWQ 3 N M NA NH—(CH2),,-Z 

Rz/ X6 \Ra 
wherein n is 0 to 20; M is oxygen or sulfur; R1 is hydro 
gen or alkyl group from 1 to 10 carbon atoms; R2 is 
hydrogen or alkyl group from 1 to 10 carbon atoms; R3 
is hydrogen or alkyl group from 1 to 10 carbon atoms; 
R4 is hydrogen, alkyl group from 1 to 10 carbon atoms, 
halogen or amino group; Z is N=C:O, N=C:S, 
carboxylic, or amino and when n=0, Z may be 

0 o o 
// // // - 

‘Q5’ ‘Q0’ or @ Q 
wherein Q is isocyanato or isothiocyanato, X9 is an 
anion consisting of an organic specie CH3CO09, 
CH3CH2COO9, CF3COO9 or an inorganic specie 
C19, Bre, I9, C1049, SO44. 

4. The urea derivative of claim 3 which is isothi 
ocyanato pentyl Nile Blue‘ A urea. 

5. The urea derivative of claim 3 which is isocyanato 
hexyl Nile Blue A urea. 

6. The urea derivative of claim 3 which is N-(Z-thi 
olactone)-cresyl violet urea. 

7. The urea derivative of claim 2 which is isothi 
ocyanato pentyl toluidine blue 0 urea. . 

8. The urea derivative of claim 2 which is isothi 
ocyanato pentyl Brilliant cresyl blue urea. 

* * # 1! i 


